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PURPOSE: To release N- and O-glycan from glycoconjugates. 

CONSTITUTION: The process for release of N- and O-glycan, and by adsorbing the released N- and O-glycans 
on chromatographic substance and eluting selectively, the process for isolating the glycan are provided. These 
processes are characterized by the following: glycoconjugates is placed under the influence of hydrazine agent 
(wherein the glycoconjugates are essentially salt-free and anhydrous, and the hydrazine is essentially 
anhydrous); the condition, where the glycoconjugates is placed under influence of hydrazine agent, N- and O- 
gfycans are adsorbed by the chromatographic substance and are selectively eluted to release N- and O-glycan 
by a process which can recover the glycan in the essentially non-reducing and perfect form, is controlled. 
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0. 5ml*in^ft. «£«^a^«K5!!£B8mT£ire 

Sftu Li^»9 5t:T?jpg5fl:5nft^— ^>»c3. 
7 5B#ra^nft. 

[0 0 4 3] ^^T, *R^:t H7v?>^TE©«k-5C 

50 fe^e^Lft. «8ies-tJi'D-x (7tt;w ©saia 
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mmw-mfc wis.* : i : o. 1 5v/v/v o^^y- 

JK X*/-;k *7A (ESS 2 ml) CDB 

SC!7D-feUT¥«Mfci84IUml£ini*.*:. ^"C^rt 
*^S>SS^«!J (SP^, bH7> ! >5HPS«») (0. 5 
ml) £#9 A tin*., U>5St^T7n-!S:tlct» 

& 1 7 AS? SCO ;* ^ y — )V Vi3>2>®. 2 =7 Agg 
©Tkttft&^HJ^A (2 0 OmM. pH5. 0) 

5 mi as^a^flnRtf^i&T i mrtiO'f y*^- b \z 

[0 0 4 4] JfcVvrfiStXfcN - 7tt)Ut&&V}&& 
12. 2ml©y'>XTy ; ?;*AG5 0X1 2 (H* ) #7 

*0. 3mllcVin, izJVa—xmtlz?? *9 
J-)V (4 : lv/v ) 2. OmlS^Lfci&HSMspS 
fc8M£©-fc;H3 — XOfc^A (0. 8X5cm) ©BS&K 



* A Sr 5 f§73 5/ A^fi©^^ y -JK X* J im& 
(ffij£4 : 1 : 0. 5v/v/v ) Tifci^Lfc. 
AS lte^A^S©**/-)^!* 2&7J7A&S© 

U n-*U-j8lfg£li\ lmM»Mfg(II)*®a?0. 2 

XI 0 0 (Na*) R^>7Iy^7AG5 0X12 
(H* ) 0^»IM3 0 0 <xL-&*^>7*A*7A»caL, 
&. *7AS5fS7J7ASfiO*Tffi*L.. SWISRtf 
10 Sfc8c£|j?f§:7*— JPU (0. 2jiH f7D>!7^;^ 

lmllc^n*:. — ffl©#S7n^U^li»H«:=>b:HU 
>m lc<k D *JS^».^7 3 J K^fTJfMcW bT#*r b 
GgJ&liTK^lT?3SSnT^£> . -g&<D#a5c* 

7jws>h-;ne (aKKttfl:^) n&R.zf*M xizmvx 

ti8 5X£Ui) T?@!R£tt-5 
[0 0 4 5] 



3E1 






N - y-fe^;!/ 














±^f»* (nmol) 


^rg^fi* (nmol) 


(nmol) 




52.5 


252.5 


6918 




45.1 


217.2 


332 



[0 0 4 6] •m?>rt9M7x.V( >lZ35^T, N - 

rim - 7±.r)vi}<7 9 hv$.>v>'£m&.\z&*w.&im 

fcy 'J * >y-Mtf7i5"f >/t*K]R#K:& 

[o o 4 7] *&mzm*m?>Mn*7*y( 

<^±N -RVO - ^'J*>S«iK^ (fll*.tf8 

-h) TEiRL 5 -5 H tJWS&Sn*:. 5&£N - RtfO - 

<Dmmz&%\z&mitis?*£of3.wv3bz. 



[0 0 4 8] ag&ftS^P-fcXCPiftgi 

[0049] y^y-;k y^y-;p/x^y— 

4 : 1 (v/v) , S-JU/mm4 : 1 : 

0. 15(v/v/v), 0. 2MSt8thy>AM, 0. 
lMSfiffl/9fipH4. Omm. (17. 4 

M) Rtfk H5i?>S:&>!r-g-Wb7t±tD^J©T^T©§ 

>TiDBE-r-5:ia:IC«t^T. L 1 KC»Vi«it&-C#, Z. 
©J;5ftIIKa->^fAV7h!>i703>hD-^T 

[0 0 5 0] «K««^-#:««si^«a«&?gTa#f, f 
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HWK&jMbSn. -y->y;K0^*^tt2 5^2 5 5 

&g»{fc^x7\Mc:a*S£nTv>£>. -y->^;KobH7 
%(v/v) etTok F7?>iflm9(?>±oUMZ7Fi2nz> 

N-RtfO-y 'J 
[0 0 5 1] R 1 ^CD-ggt K^XOjIIK&C N - 

[0 0 5 2] N-mfiO-#0% 

fta^nfc^u ^>^g>g?b h-7-y>^ 
-r-sfc*. 'jy^^-RicDrt^^— »»^L3, 

L5, L2aiC»^7JHf>JBET-T^nThy77-i'- 
*5AA (j&gg-fejun— xci'SfttJl'n- X'*— x 
**#^*r) »C#U C©&#©ffi®R|CA;U:/VlXtf 
V2tflHT^y-*. I^y-MZffitS!4 : 1 : 

0. 1 5(v/v/v) ©jg« (L 1 KtC»^5HR$n-5) t 
Rlrt§fe5X»SK9 5%(v/v) ©^ftJt^TJl 
1?, ig'&«jS*9AA^e^x'fXKiraste) W2«Cjp 

4 : 1 : 0. 1 5(v/v/v) ©£JK3ml£L 1. L 3R5IC 
»W'J 7?^-R 1 Cittt-C*6 L 3 , L5> L2J5 

**U7^^-Rl*&R3t$ns;it*«E-r<5fc»PI 

MKSai-cttDXan*. ffljs^y-;^ x^y-A- 

4 : l(v/v) ©*gJ&6ul£S£. ;tJ7AAK:??SEf-5^ 
*»&*»Kfcl*S'r-6&*, Ll, L3»fc»v>'J7* 
^-Rll:Stff:*&L3, L5. L2KIC»V^*7 
AAlCil*-r-5*t. *7AA©UJPteft:fe9i-fXhW 

2cate$ns. 

[0 0 5 3] KN - 7-fcy^feyj*>flPN - 7jfe£A; 
ft 

KN - 7±9-Mb*ff «ItK»K0. 2ml£L 

1, L3Bi:»H'J7i'^-Rll:b!5>^L3. L 
5. L2BC&V>*?AAI3Utt-«]P. Cl©f&g©j§ 

ja^fc-ene/x^yv 1 st/v 2 &m\>->xm#-fi? j- 

)W aL$r;-)\,4 : 1 (v/v) (L 1 BlC»lr>il»Sn 
*) &ft*8Fflt5%*ng*9 5 56 (v/v) ©»B4J»T 



(9) ^¥6-87904 

©illR&tfN - 7-fe5\>WbR£;tt3 o#NKf?«. 

;P4 : l(v/v) iSI8S3ml£L 1, L 2g&lC»vi#7AA 
tSKT-S. -r^TWSSSf^lC^tiT. #7AAj&>e©ffl 

p«»>jt'fxhw2cr6i^sni. roxfv^oss 

[0 0 5 4] e><Oif U ;ft >©fr|g 

J0 «^Xttffi^«:*3lE«»»S«^-r-5&se), *0. 5ml 
L 3!5Ci&V» , J7i'^-R 1 tc3l86't~£». 
^UTM^/-Jk X^y-^RtfiM : 1 : 0. 

2 5 (v/v/v) (ommm'£m&&is.?z>izit>R 1 ©t*j$:<» 
s/x;wyv i Rzfv 2 &m^x7? y-A. 

4 : l(v/v).@«S (L 1 Klr»t»M«Sn-5) t*5X 

*H§&9 5%(v/v) ©jfgjfcifcsreg-if. rro^fiE** 

7AAIC2BT*^ *7AA05aiP«t7x'fXhW2lCS 
[0 0 5 5] % A^Xi3^AA<D±)Va— X*>£N - Xtf 

(0. 2ml) £L1, L2KtC»^*5AAtC4/X;UX 
(#50/tL) TSt"**. S/VPXttiS^tC7;PrfWt 

jMTidsn. #7AA©ffln«L4Hre#j^38 

(HI) JCS^StlT^S. #v>Tg*lE:J- h U tfAJgJK 
(3. 0ml) L22SlC»^7;i'il'>©^;t;Ux 
TJ&7AAICST* 1 , #7AA©fflPttfc;i3«&igS§ 
(HI) Kj&fSSftTHS. 

[0 0 5 6] ^V^TN - RZfO - ^ U #>©?£:£;&:{? N 
- Z-fe^^kSSE-r-SfcJe). S*«80. lmls&M£ 
50 Ll. L3, L4KlC}&^«^$§IHl»CjiU, KlSS 

^sstiasr 3 o #ro£ < . 
[0 0 5 7] &&&m{f>)i3>v>n£. 

#sgg (HI) ©l*P&!gl£L4g&i::}&v>l. Oml^tfX 
y«AG50X12 (H* ) jg-g-^^n^ h^77-f 
-*7ABlCRtX*7AB^efig'J7^^— R1KL 
2, L5. L3K6i-Clt. *HTi"JA>-7th 

«6. SfKlflO. 2ml<DgfiKSrU7' : 7^-R UCL 1. L 

I^MRli>6L3, L5, L2KCfB^Uy 
^X 1 0 0 (N a* ) Stf^I;;^XAG 5 0X12 
(H* ) ©#0. 5mljg^-<Kl-&^DThy7 7^-* 
7ACiC6TL4. L9?SICJB^S(llHliRairffi-r. ^ 
ViT^lml^SSrtt^S^J-CL 1. L3K1C»V^J7^ 
^-R 1 lcLa>-5&#^AC6ATL 3. L5. L2, 
L4. L 9SSC»v^JHHliRgBlC51IRr-5. Sl^imRgB 

50 -Rt^O - yU*>S#WlxTii0. J)ccD5)-*fOfcJ6lr 
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[01] N-RlXO-^U*>&^5 1 HtC^-&-rSN 
- m*0 - if*) 3 *s Fi&&©0 

[0 2] 7WJ*ftCJ:5N-Rao -yj3->H« 
[03] t H7^>^S^€fflV»fe«i^>/ti7!R^7 

[04] #Elffl»TfBSSnfc^B&*frF»::*^T:PW*: 

^©fSBS^fc^:? : O - yu*>O0« 
[H5] *K8B#TE«Snfc^»*#T^*V>TA# 



(10) #P8¥6-8 7 9 04 

^c#:©<5H*^bfc^77 : N - jfU*>OB« 
[0 6] *WaBSTE«$nfck»*f}=T»C*V»TS«: 

[07] ^7i^-f>cp-r44:waBSTE«$nfc*f 

10 [0 8] ^7x^>lcRt-5*W«H#TB2*3n*:$F 

[0 9 ] s I6fl:*stre*s«'&^ s#5i7cN - xtfo - 

S©«E»&0 

91] 



HO 




{ 
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